A 35-d experiment was conducted in broilers to study the effect of supplementation of sulfate or hydroxychloride forms of Zn and Cu at 2 supplemental Zn levels on growth performance, meat yield, and tissue levels of Zn. On day 0, 900 male Ross 308 broiler chicks (45 ± 1.10 g) were allocated to 4 treatments in a randomized complete block design and 2 × 2 factorial arrangement of treatments. The factors were 2 sources (sulfate or hydroxychloride) of Zn and Cu and 2 levels (low or high) of Zn. The Zn sources were zinc sulfate monohydrate (ZSM) or hydroxychloride Zn. Copper sources were copper (II) sulfate pentahydrate or hydroxychloride Cu. Each of the 4 treatments had 15 replicates and 15 birds per replicate. Birds were weighed on days 0, 21, and 35 for growth performance. On day 35, left tibia bone, liver, and blood were collected from 4 randomly selected birds per pen. In addition, 7 birds per pen were used for carcass evaluation. There was no significant source × level interaction on any of the growth performance response. Broiler chickens receiving hydroxychloride Zn and Cu had greater (P < 0.05) gain: feed, whereas broiler chickens receiving lower Zn level had greater (P < 0.01) weight gain. There was no source × level interaction on meat yield. Broiler chickens receiving hydroxychloride Zn and Cu had greater (P < 0.05) % breast yield than those receiving sulfate Zn and Cu. Higher level of Zn, irrespective of source, produced greater (P < 0.01) tibia and plasma Zn levels, whereas liver Cu was greater (P < 0.05) in broiler chickens receiving hydroxychloride Zn and Cu. It was concluded that hydroxychloride Zn and Cu were more efficacious than sulfate Zn and Cu in promoting growth performance and enhancing meat yield in the current study.
INTRODUCTION
Trace minerals are very important in maintaining healthy and productive birds. Zinc is a component of more than 200 metalloenzymes (Prasad, 1984) and hence it is very important in many physiological processes taking place in the body. Copper plays critical roles as a co-factor in many enzymes (Davis and Mertz, 1987) relevant to maintaining proper body functions. Because of its many roles, Zn is vitally important in C The Author(s) 2018. Published by Oxford University Press on behalf of Poultry Science Association. This is an Open Access article distributed under the terms of the Creative Commons Attribution Non-Commercial License (http://creativecommons.org/licenses/by-nc/4.0/), which permits non-commercial re-use, distribution, and reproduction in any medium, provided the original work is properly cited. For commercial re-use, please contact journals. permissions@oup.com. Received February 21, 2018 . Accepted May 23, 2018 Corresponding author: oluyinka.olukosi@sruc.ac.uk supporting bone and tissue development (Sahraei et al., 2012) , egg shell quality (Zhang et al., 2017) , as well as in proper functioning of the immune system (Feng et al., 2009; Jarosz et al., 2017; Perez et al., 2017) . In pigs, Zn has been reported to help alleviate post-weaning diarrhea (Zhang and Guo, 2009 ) and high levels of the Zn and Cu have pharmacological relevance in the swine and poultry industries (Pettigrew, 2006; Zhang and Guo, 2007) . Various sources of supplemental Zn and Cu, such as oxide, citrate, or sulfate, are added to the diets to supplement what is provided by plant-based feedstuffs. However, many of these sources have poor bioavailability, may cause irritation of the intestinal mucosa, or lead to increased trace mineral excretion to the environment (Miles et al., 1998; Cao et al., 2002 , Mwangi et al., 2017 . Organic Zn and Cu sources are popular for poultry because they have greater bioavailability and do not suffer the same negative consequence resulting from feeding inorganic trace minerals (Ma et al., 2011 (Ma et al., , 2018 . Hydoxychloride Zn and Cu do not have the same limitations as the sources listed previously. Hydroxychloride copper is reported to have bioavailability equal to, or greater, than that of copper sulfate (Miles et al., 1998; Luo et al., 2005) . On the basis of growth performance response of broiler chicks, Batal et al. (2001) reported that Zn relative bioavailability of hydroxychloride Zn was greater than that for feed grade ZnSO 4 ·H 2 O. Part of the reasons for greater efficacy of hydroxychloride Zn and Cu is reported to be due to the fact that only marginal quantity of their trace minerals is soluble in water but completely soluble in weak acid (Pang and Applegate, 2006; Zhang and Guo, 2007) . Most studies on hydroxychloride minerals (Zn, Cu, and Mn) have studied them in isolation. However, trace minerals are included in diets in a premix. Because hydroxychloride trace minerals (Zn, Mn, and Cu) are now widely used in poultry, it is vital to understand how their use in a trace mineral premix as well as use of varying levels of Zn impacts chicken growth performance as well as the effects on carcass yield and deposition of the minerals in tissues. There is a dearth of information regarding the latter. Consequently, the objective of the current experiment was to compare the effect of dietary inclusion of sulfate or hydroxychloride forms of Zn and Cu as well as influence of varying levels of Zn on broiler chicken performance and carcass yield.
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MATERIALS AND METHODS
All the animal experiment procedures used in this study were approved by the Scotland's Rural College's Animal Experiment Committee.
Diets and Experimental Design
A total of 900 Ross 308 male broilers at 0 day old (45 ± 1.10 g) were allocated to 4 dietary treatments in a 2 × 2 factorial arrangement. The factors were 2 sources of Zn and Cu (sulfate or hydroxychloride) and 2 levels (low or high) of Zn. Each of the 4 treatments had 15 replicates and 15 birds per replicate. The wheatsoybean meal basal diet was supplemented with trace mineral premix that was devoid of Zn or Cu (basal Zn and Cu levels were 34.3 and 7.6 ppm, respectively). Diets 1 and 2 were supplemented with analytical grade zinc sulfate monohydrate (ZSM; Acro Organics, Belgium) and copper sulfate pentahydrate (Sigma Aldrich, United Kingdom). Diets 3 and 4 were supplemented with hydroxychloride Zn (Selko IntelliBond Zn, Trouw Nutrition, Netherlands) and hydroxychloride Cu (Selko IntelliBond C, Trouw Nutrition, Netherlands). Both hydroxychloride Zn and Cu are produced through a reactive crystallization process (EFSA, 2011 (EFSA, , 2012 . The target supplementary dietary Cu level was 15 ppm. The target supplementary low dietary Zn level was 20 ppm and 80 ppm for high Zn level. The supplemental rates of the sulfate and hydroxychloride minerals to the diets are shown in Table 1 . The broiler chicks received the experimental diets in 2 phases from day 0 to 21 (starter phase) and day 21 to 35 (finisher phase). The diets were provided as crumbled pellets during the first 7 d and as pellets for the remainder of the study. The diets were provided ad libitum throughout the entire study. The compositions of the experimental diets are shown in Table 2 . Birds and feed were weighed on days 0, 21, and 35 for determination of growth performance.
Footpad Scoring
Footpad scoring was done on day 35 on 5 randomly selected birds per pen. The scoring was done by visual inspection of the footpad of each of the selected birds. Five scores were assigned with scores ranging from 1, where skin of the footpad and digital pads appeared normal and there was no reddening, to 5, if there were significant lesions covering more than a third of the footpad. Total footpad score (TFPS) was calculated as: TFPS =
Total number of birds scored
, where the numbers indicate the score assigned to each bird and n indicates the number of birds assigned the particular score in each pen. A lower score is associated with better footpad quality.
Litter Scoring
Litter scoring was done at the end of the study after birds had been removed. Litter scoring was done by visual assessment of each pen and assigning scores ranging from 1, if the litter was friable with no capping or compaction, to 5, if litter was wet and dough-like. 1 AME was 3,159 and 3,238 kcal/kg for starter and grower diets, respectively.
2 To achieve the required dietary levels of Cu (15 ppm) analytical grade copper (II) sulfate pentahydrate or hydroxychloride Cu (IntelliBond Cu) were added at the rates of 59.0 or 27.8 g/ton, respectively. To achieve the required low Zn level (20 ppm), analytical grade zinc sulfate monohydrate (ZSM) and hydroxychloride Zn (IntelliBond Zn) were added at the rates of 55 or 36.4 g/ton, respectively. To achieve the high Zn level (80 ppm), ZSM and hydroxychloride Zn were added at the rates of 220.0 or 145.5 g/ton, respectively.
3 Vitamin and trace mineral premix supplied the following per kilogram of diet: vitamin A, 5484 IU; vitamin D 3 , 2643 ICU; vitamin E, 11 IU; menadione sodium bisulfite, 4.38 mg; riboflavin, 5.49 mg; dpantothenic acid, 11 mg; niacin, 44.1 mg; choline chloride, 771 mg; vitamin B 12 , 13.2 μg; biotin, 55.2 μg; thiamine mononitrate,2.2 mg; folic acid, 990 μg; pyridoxine hydrochloride, 3.3 mg; I, 1.11 mg; Mn, 66.06 mg; Fe, 44.1 mg; Se, 250 μg. The premix was Cu-and Zn-free.
The average litter score (LS) was calculated as follows:
where the numbers 1 to 5 were the scores as described previously and the % was the percentage of the pen area corresponding to each score in each pen. A lower score is associated with better litter quality.
Carcass Evaluation
Carcass evaluation was done on day 35 on 7 representative birds per pen. Carcass evaluation was done at the Carcass Evaluation Unit of Scotland' Rural College. The procedure for killing birds and carcass evaluation conformed to EU legislation (1099/2009). For evisceration, the neck and crop were removed from each carcass before being re-hung onto the evisceration line. The abdominal fat was removed and weighed along with the eviscerated carcass weight (eviscerated carcass yield). After chilling with ambient temperature of -4
• C (overnight), the eviscerated carcass was portioned (and weighed) into the following components: breast (breast yield), drumstick, thigh, wings, and the remaining back and ribs.
Blood and Tissues Analysis
Four randomly selected birds per pen were used for blood and tissue analysis on day 35. Pooled blood from 4 birds per pen was collected into specialized tubes for trace mineral analysis (S-Monovette, Sarstedt, Germany). The blood was kept on ice and later centrifuged at 2,000 × g for 30 min to separate the plasma, which was subsequently frozen at -20
• C prior to analysis for Zn and Cu.
The entire liver and the left tibia were also obtained from each of the 4 selected birds per pen. The tibias were cleaned of adhering flesh. The liver and tibia were immediately stored frozen on dry ice and subsequently stored frozen at -20
• C prior to chemical analysis.
Chemical Analysis
Diets were analyzed (in triplicates) for dry matter, nitrogen, ether extract, acid hydrolyzed fat, crude fiber, ash, and minerals. Plasma samples were analyzed for plasma Zn content using inductively coupled plasmamass spectroscopy (ICP-MS). The tibias were ashed overnight at 500
• C to determine the ash content, followed by solubilization in concentrated hydrochloric acid and ICP-MS analysis to determine the Zn content in tibia ash. Each liver sample was ashed at 500
• C and solubilized in hydrochloric acid, followed by analysis in ICP-MS to determine the Cu content.
Dry matter was determined by drying the samples in a drying oven at 100
• C for 24 h (Method 934.01, AOAC, 2006). Nitrogen was determined by the combustion method (Method 968.06, AOAC, 2006) . Ether extraction was done in Soxhlet apparatus (Method 920.39, AOAC, 2006) . Acid hydrolyzed fat analysis was done using AOAC method 925.32 (AOAC, 2006) . Crude fiber was analyzed using the Ankom nylon bag technique (Ankom 220 Analyzer). Ash content was determined in a muffle furnace by ashing the sample overnight at 600
• C (Method 942.05, AOAC, 2006). Minerals content was determined using inductively coupled plasmaoptical emission spectroscopy (AOAC, 2006) following digestion, in turn, in concentrated HNO 3 and HCl.
Statistical Analysis
The data were analyzed by the MIXED procedure of SAS as appropriate for a randomized complete block design and a factorial treatment arrangement (the pen was the experimental unit). Because of the hierarchical arrangement of factorial treatment arrangement, only the simple effects are discussed for responses in which the interaction was significant, whereas main effects means are discussed in cases where the interaction was not significant. When interactions were not significant, the interaction term was removed from the model and the data reanalyzed. Significantly different means (for simple effects) were separated using Tukey. Significance was declared when P ≤ 0.05. Table 3 shows the results of the analysis of the experimental diets. The analysis showed that the expected nutrient content of the diets were met. More importantly, the difference in low and high levels of Zn in the diets were achieved both with the use of sulfate and hydroxychloride Zn sources.
RESULTS
The growth performance response of the broiler chickens to provision of 2 sources of Zn and Cu and 2 Zn levels is shown in Table 4 . There was no significant source × level interaction on any of the growth performance response except for a trend for interaction for gain to feed ratio (G: F) for day 21 to 35 and overall periods. The interaction shows that G: F tended to be lower when higher level of ZSM was used in the diet and the reverse was the case when hydroxychloride Zn was used. There was significant (P < 0.05) main effect of Zn and Cu source on G: F in the grower period and overall and a significant (P < 0.05) main effect of Zn level on weight gain in the grower period and overall. Broiler chickens receiving hydroxychloride Zn and Cu had greater (P < 0.05) G: F, whereas broiler chickens receiving lower Zn level had greater (P < 0.01) weight gain than those receiving the higher level of Zn supplementation. In addition, chickens receiving diets containing hydroxychloride Zn and Cu tended to have greater (P < 0.10) weight gain in the grower period.
The carcass yield data for the broiler chickens receiving the experimental diets are shown in Table 5 . There was no source × level interaction. Broiler chickens receiving hydroxychloride Zn and Cu had greater % breast (P < 0.05) and lower % back and ribs than those receiving sulfate Zn and Cu. In addition broiler chickens receiving the lower Zn level had greater % yield and breast (P < 0.05). There was significant (P < 0.05) source × level interaction for litter score. Litter score was greater (P < 0.05) in broiler chickens receiving lower level of ZSM but there was no difference in litter score of broiler chickens receiving hydroxychloride Zn and Cu (Table 6 ). In addition, footpad score was marginally greater in broiler chickens receiving hydroxychloride Zn and Cu. It must be stated that both footpad and litter scores were very low in the current experiment.
Tibia, plasma, and liver mineral contents in response to the experimental diets are shown in Table 7 . Broiler chickens receiving higher level of Zn, irrespective of source, had greater (P < 0.01) tibia and plasma Zn levels. On the other hand, liver Cu was greater (P < 0.05) in broiler chickens receiving hydroxychloride Zn and Cu.
DISCUSSION
The objective of the current experiment was to study the influence of 2 sources of Zn and Cu (sulfate or hydroxychloride) at 2 levels of Zn on growth performance, carcass yield, and mineral content of bone and liver in broiler chickens. There are environmental concerns regarding the use of inorganic sources of trace minerals. When minerals from these sources reach the upper digestive tract, they tend to dissociate and react with other minerals and thus have reduced availability (Underwood and Suttle, 1999; Yan and Waldroup, 2006) . On the other hand, only marginal quantity of hydroxychloride Zn and Cu, respectively, are soluble in water but completely soluble in weak acid (Zhang and Guo, 2007) . The crystalline structure (Hawthorne and Sokolova, 2002) of the minerals makes them dissolve slowly in the digestive tract. Thus, they can be expected to promote more optimal growth performance in broilers.
Growth Performance
There have been several reports of positive response of broilers to supplementation of Zn and Cu from various sources (Arias and Koutsos, 2006; Huang et al., 2007; Liu et al., 2015) , but others have also reported minimal or no effect (Kidd et al., 1993; Wang et al., 2002) . Several factors, individually or in combination, can influence the response observed when trace minerals are supplemented to diets. For example, it has been suggested that response to Zn supplementation is usually lower in corn-SBM diet because the intrinsic Zn in the ingredients may be sufficient to meet birds' requirement (Mwangi et al., 2017) . Wheat-based diets tend to have higher digesta viscosity in the gut (Choct, 2006) , resulting in stressing of the gut. Phytase, which usually increases availability of trace minerals in feedstuffs (Yi et al., 1996) , may reduce the observable response to their use in diet.
Growth performance at the lower Zn supplemental level was more superior than at higher Zn levels in the current experiment. In most studies that have reported positive effect of Zn supplementation (Huang et al., 2007; Liu et al., 2015) , performance had been observable at the lowest supplemental level without significant improvement at higher levels. Feng et al. (2009) observed poorer G: F in broilers receiving 120 ppm Zn on day 42. The poorer growth performance response observed at the higher supplemental Zn level in the current study may indicate a curvilinear response to increase Zn supplemental level. For example, it has been reported that proportional Zn absorption decreases with increase in luminal Zn (Coppen and Davis, 1987) possibly due to shift in uptake location in the digestive tract (Yu et al., 2008) . In Huang et al. (2007) study, the expression level of pancreas Zn transporter decreased after 80 ppm. This phenomenon in combination with the slow release of hydroxychloride minerals might explain the differences between high and low Zn levels. Interestingly though, the observation of the effect on G: F indicates that the negative effect of higher supplemental Zn was driven by ZSM, and in fact, broilers receiving higher level of hydroxychloride Zn had marginally better G: F that those receiving the lower level. The superior performance of birds receiving the diet supplemented with hydroxychloride Zn and Cu may be due to the superior availability of Zn and Cu from these sources (Miles et al., 1998; Batal et al., 2001) . Another reason may be improved efficiency of nutrient utilization as observed for Cu-supplemented diet (Arias and Koutsos, 2006; Rochell et al., 2017) or enhanced resistance to disease or stressors. The effect of Zn and Cu supplementation from the 2 sources on meat yield was similar to the effect that the sources and Zn levels had on growth performance. Both percentage eviscerated carcass and breast yields were increased, whereas the percentage back and ribs was reduced. The observation of the positive effects of hydroxychloride relative to sulfate Zn and Cu, and at lower Zn level, indicates that the minerals enhanced the development of the economically important parts of the broiler chickens.
There are few reports of Zn and Cu effects on meat yield. Liu et al. (2011) observed that Zn supplementation increased intramuscular fat in broiler breast meat. Studies with steers showed that Zn supplementation generally improved carcass quality including marbling as well as yield and quality grades (Malcolm et al., 2000; Spears and Kegley, 2002 ). There will be more need to understand the effect of Zn on meat yield because a better understanding of the effect may help with understanding of whole body energy utilization in view of differential use of dietary energy for deposition of body protein or fat (Olukosi et al., 2008) .
Bone, Liver, and Plasma Mineral Content
Liver is the main storage organ for Cu (Suttle, 2010) . The liver Cu concentrations in this study were greater in the birds fed hydroxychloride minerals compared to sulfate minerals. The level of Zn fed did not have an effect on liver Cu, indicating there was no clear interaction between Zn and Cu in both mineral sources. Bones are the functional reserve of Zn (Suttle, 2010 ) and have been used as sensitive indicator of response to Zn supplementation (Wedekind et al., 1992; Ma et al., 2018) . Mwangi et al. (2017) noted that chicks fed low Zn (imprinted diet) caught up on day 21 with those fed normal-level Zn with regard to their liver Zn. This shows the ability of chicks to regulate their Zn utilization to achieve homeostasis when there is low dietary Zn. Liu et al. (2015) reported that supplementation of Zn from various sources increased the level of Zn in the liver, muscle, and breast and upregulated the expression of Zn-containing superoxide dismutase. The effect was increased antioxidant activity in the tissues. The positive effect of Zn was irrespective of Zn source or level. Wang et al. (2012) reported an increase in liver Zn content in piglets. Liu et al. (2015) observed an increase in liver, breast muscle, and thigh Zn content when Zn was supplemented at 60 ppm (dietary level of 90 ppm). The increase in tissue Zn content was not affected by Zn source.
In the current experiment, Zn source had no effect on tibia ash or tibia Zn but tibia Zn was greater in broilers chickens receiving the higher level of Zn supplementation. In Huang et al. (2007) study, bone content of Zn increased in response to Zn supplementation from ZSM up to 80 ppm. Sunder et al. (2008) observed a reduction in bone ash at Zn supplemental level greater than 160 ppm, which occurred alongside an increase in bone content of Zn and a decrease in Ca and P content of bone at the higher Zn supplemental levels. Consequently, it appears that higher Zn level interferes with Ca and P deposition in the bone thus reducing bone mineralization, and potentially growth performance. Zhang and Guo (2007) observed a linear increase in plasma and bone Zn in piglets receiving up to pharmacological dietary Zn level and reported Zn bioavailability in hydroxychloride Zn, relative to ZnO to be >120%. The plasma Zn content in the current experiment indicates that the higher Zn supplemental level released greater quantity of Zn into the blood, whereas the different sources of Zn produced similar plasma Zn level. It is reasonable that up to a certain minerals concentration level, the greater concentration of luminal Zn will translate into greater absolute quantity absorbed especially because the absorption of the mineral is driven via both active and passive mechanisms (Krebs, 2000) .
Copper was provided along with Zn from hydroxychloride and sulfate sources but plasma Cu level was neither influenced by Cu source nor Zn level although liver Cu was greater with consumption of hydroxychloride Cu. This observation suggests greater availability of Cu in hydroxychloride Cu and mimics effect of higher Cu level on liver Cu content (Ledoux et al., 1987) . It can be reasoned that cumulative effects of Cu and Zn in their hydroxychloride form accounted for their superior effects on growth performance and carcass yield observed in the current study.
On the basis of these observations, it can be concluded from the current experiment that hydroxychloride Zn and Cu were more efficacious than their sulfate counterparts in promoting growth performance and enhancing meat yield. The negative effects of higher supplemental Zn level appear to be primarily related to sulfate Zn usage and were not related to Zn deposition in the tissue. Therefore, this aspect will need to be further studied to help understand if greater level of hydroxychloride Zn can offer additional benefits.
